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Sir: 

Now comes ^^IrhuoU fhkfi tfpo deposes and states that: 

1 . 1 am a graduate of fedl ittwfr. and received my , £hJ> degree 

in the field of td^LSd^--—- » the V^^fl- 

2. I have been employed by f^d.: (J^slfV , for £ *«« in * e field of 

3. I understand the English language or, at least, that the contents of the Declaration 
were made clear to me prior to executing the same. 

4. The following experiments were carried out by me or under my direct supervision 

and control. 

5. The following experimental procedure was followed: 

D A platinum loop of Flavobacterium psychropMlium G3724 from a frozen 
culture (~10 9 CFU/ml) was inoculated on 50 mL modified cytophaga culture 
medium in Erlenmeyer flask (300 mL). 

2) The bacteria were cultured with shaking (100 rpm) at 15°C for 48 hours, 
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3) 2.5 mL of the culture medium was inoculated on 1 L modified cytophaga 
culture medium in Sakaguchi flask (2 L). 

4) Hie culture medium was cultured with shaking (100 rpm) at 15 or 20 °C, 
while the number of cells and OD 600 were measured sequentially. 

6. None of LeFrentz et al, Masunari et al and Rahman et al, clearly describe the 
culture condition including the starting cell number. Thus, we started culturing with 
commonly used condition, namely used cells from frozen stock of about 10 9 CFU/ml. 

In LeFrentz et al, the bacteria were cultured in TYES medium at 15°C for 72 hours. 
In Masunari et al, the bacteria were cultured in modified cytophaga medium at 18°C for 3 to 
3 .5 days (i.e., 72-90 hours). And, in Rahman et al, the bacteria were cultured in MCY 
(modified cytaphaga) medium at 20*C for 48 hrs and in CGY medium at 20°G for 24 hrs 

(totally for 72 hours). 

The culture media used in Masunari et al and Rahman et al (modified cytophaga) 



were the same as that used in the present invention (MCYT). TYES used in LeFrentz et al 
and CGY used in Rahman et al were also similar to MCYT used in the present invention as 
shown in Table 1 . 



Component 


TYES 


Modified 
cytophaga 


CGY 


Tripton 


0.4% 


0.2% 




Caditone 






0.5% 


Yeast Extract 


0.04% 


0.05% 


0.1% 


Calcium chloride 


0.05% 


0.02% 




Magnesium sulfide 


0.05% 






Sodium acetate 




0.02% 




Meat extract 




0.02% 




Glycerol 






0.5% 
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Proliferating potential of bacteria in 



each culture can be expected to be at the similar 



level sinee the culture conditions are quite similar to each other. 

7. The results of toe experiments axe illustrated by the following figures: 



Growth curve of cells (15°C) 
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Growth curve of calls (2Q°C) 
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8. In this experiment, we studied proliferating potential of the bacteria in modified 
cytophaga (Masunari et al's), and found that the culture reached stationary phase within about 
24 to 36 hrs. As stated in paragraph (6), above, in LeFrentz et al, the bacteria were cultured 
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™» m - 1«J for 72 hours; in Masunari et al, tire bacteria were cultured in 
inTYESmedruntatl5Cfor72 „ 90 hour* and, in Rahman et 

l- „ at , oof f or 3 to 3.5 days (i.e., 7Z-9U Hours;, a 
modified cytophaga medium at 18 C for to 

1 + H in MCY (modified eytaphaga) medium at 20°C for 48 hrs and 
a l the bacteria were cultured in MCY (moom y 

t ^G for 241ns (totally for 72 hour,,. Titus, the result of the expemnents 
in CGY medium at 20°G for 24 hrs ^toxauy 

w in naragiaph (7) establish that bacteria used m 
heremandillustxatedmthefiguresappearmgmparagraphW 

■ * ,1 and Rahman et al were in stationary phase, rather man 
LeFrentz et al, Masunari et al, and Rahman 

icarithmic phase as those used in the present invention. 

* eS Mlledarfis^^ 

t invention from the description of the references, 
phase as used in the present invention tromm f 

-^•-• M "'* ,,fcl,- *• u,- 

application or any patent issuing thereon. 
10. Further Declarant saith not 




Name; 



Date / 7 
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